In the present study leaves of an important medicinal plant Vitex negundo was subjected to a 
Introduction
The medicinal plants play significant role in the suppression of 6, 8 .
In the present study, we investigated preliminary phytochemical screening, flavonoids content and characterization of active constituent of Vitex negundo extracts. 
Material and Methods

Plant material
Preparation of extract
The powdered leaves of Vitex negundo about 1 Kilogram were packed in soxhlet apparatus and extracted with petroleum ether, chloroform, ethanol, methanol and distilled water separately, until the completion of the extraction. The extract was filtered while hot, and the resultant extract was distilled in vacuum under reduced pressure in order to remove the solvent completely, and later dried in a desiccator.
Preliminary Phytochemical analysis
Preliminary phytochemical screening was performed to identify secondary metabolites (phytoconstituent) in extracts 9 .
Total polyphenol content
Total polyphenol content was determined using colorimetric method. 1.0 ml of the prepared extract was oxidized using 2.5 ml of Folin-Ciocalteu reagent, and 2.0 ml of sodium carbonate solution (75 g/l) was then added to the reaction mixture. The absorbance readings were taken at 760 nm after incubation at room temperature for 2 h. The amount was calculated using the gallic acid calibration curve . The results were expressed as gallic acid equivalent (GAE) mg per 100 ml of the sample (extract).
Total flavonol content
Flavones and flavonols contents were analyzed by the colorimetric method. 9.8 ml of the prepared extract was mixed with a 10% solution of aluminum chloride (200 μl). After 30 min, absorption was measured at a 425 nm wavelength. The amount was calculated using quercetin calibration curve. The results were expressed as the quercetin equivalent (QE) mg per 100 ml of the sample 10, 11 .
HPLC study of extract
Standard solutions and sample preparation
Standard stock solutions of quercetin were prepared at a concentration of 2 mg/mL in 80% methanol. The standard solutions of quercetin were serially diluted with 80% methanol to obtain calibration standard solutions at concentrations of 20, 40, 60, 80 and 100 ng/ml.
The ethanol extracts was dissolved in 80% methanol at a concentration of 250 mg/mL and were centrifuged at 13,200 rpm for 5 min. The supernatant was collected and filtered through a 0.45-μm polytetrafluoroethylene (PTFE) syringe filter.
Instrumentation and chromatographic conditions
The analyses were carried out using an HPLC system (Waters, 
Chromatographic conditions
The chromatographic analysis was performed at ambient 
Total phenolic content of Vitex negundo
The concentration of total phenolic content in ethanol, methanol and aqueous extract of Vitex negundo was evaluated. The standard curve of gallic acid was calculated and plotted in distilled water for determining absorption data. The linear equation of gallic acid was found to be y = 0.0394 x +0.0115 (Fig 1) .
Fig 1: Calibration curve of gallic acid in distilled water
The findings of total phenolic content in extracts are displayed in 
Total flavonol content of Vitex negundo
The concentration of flavonoids in ethanol, methanol and aqueous extract of Vitex negundo by using aluminum chloride.
The content of flavonoids was expressed in terms of quercetin equivalents. The standard curve of quercetin was calculated and plotted in distilled water for determining absorption data.
The linear equation of quercetin was found to be y = 0.0381 x +0.0116 (Fig 2) . The outcomes of total flavonol content in 
Quantification of quercetin in extract 3.4.1 Linearity of the calibration curve of pure quercetin
Validation data was collected from three analytical runs. The linear regression equation analyte was y = 28.168x + 307.48 (Fig 3) . The linear range for quercetin was adequate for this method to be used in the determination of quantity of quercetin present in extract. The HPLC chromatogram of pure quercetin
showed Rt value at 3.18 min (Fig 4) on solvent system Acetonitrile: Methanol (50:50, v/v). The quantification of quercetin in ethanol extract was determined by HPLC. The pure quercetin was used as a standard compound and the quercetin were expressed as ng/ml using the standard curve equation: y = 28.168x + 307.48 (Fig   3) . 
Quantification of quercetin in ethanol extracts
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